1. Introduction {#sec1-cancers-12-02129}
===============

Cutaneous T-cell lymphomas (CTCLs) are a large, heterogeneous group of lymphoproliferative hyperplasias derived from mature skin-homing T lymphocytes, with a different stage of malignancy. Sézary Syndrome (SS) and Mycosis fungoides (MF) constitute about 65--80% of all CTCLs cases \[[@B1-cancers-12-02129]\]. MF is the most prevalent form of CTCL, constituting approximately 50% of all lymphomas arising primarily in the skin, with an incidence rate of six to seven cases per million persons. Early-stage MF has an excellent prognosis, and 90% of patients do not progress to the tumour stage \[[@B2-cancers-12-02129],[@B3-cancers-12-02129]\]. The incidence of SS, an aggressive and leukemic variant of CTCL, is 0.1--0.3 cases per million persons, accounting for only 2.5% of all CTCLs \[[@B4-cancers-12-02129]\]. MF affects African Americans more often than Caucasians, while the incidence rate of SS is higher in Caucasians than in African Americans. However, the 2:1 male-to-female ratio is the same in both lymphomas \[[@B3-cancers-12-02129],[@B4-cancers-12-02129]\]. Both SS and MF were shown to be closely related; the clinical features of the late-stage MF might resemble those of SS. Moreover, both diseases are characterized by similar genetic profiles and by great diversity in gene expression, mutations, and chromosomal aberrations \[[@B5-cancers-12-02129]\]. Despite much study, the driver mutations of CTCLs are still unknown \[[@B2-cancers-12-02129]\]. Moreover, due to the lack of specific markers and resemblance to different dermatologic conditions, such as chronic actinic dermatitis, psoriasis, idiopathic erythroderma or chronic eczematous dermatitis, the diagnosis of CTCLs is very challenging, with limited treatment options available \[[@B6-cancers-12-02129],[@B7-cancers-12-02129],[@B8-cancers-12-02129]\]. Recent studies on genotyping and immunophenotyping of CTCLs indicate that, although arising as an expansion of mature helper memory T-cells, the population of cells derived from each patient shows some level of heterogeneity by forming complex aberrant clonal hierarchies and subclones \[[@B9-cancers-12-02129],[@B10-cancers-12-02129],[@B11-cancers-12-02129],[@B12-cancers-12-02129]\]. Determining intratumoral heterogeneity is challenging, but is crucial for understanding tumour pathogenesis and evolution, and might have important implications for the diagnosis and treatment \[[@B13-cancers-12-02129]\]. In this review, we highlight recent insights into the genomic heterogeneity of CTCLs through the application of novel RNA sequencing approaches.

2. Clinical and Immunological Features of CTCLs {#sec2-cancers-12-02129}
===============================================

Classic Alibert--Bazin MF is characterized by the progressive appearance of plaques, patches, and, ultimately, in the case of some patients, tumours \[[@B3-cancers-12-02129]\]. Malignant lymphocytes of MF resemble those of the *α*/*β* memory T-helper phenotype (T-cell receptor \[TCR\]ß^+^, TCRγ^−^, cluster of differentiation CD3^+^, CD4^+^, CD5^+^, CD8^−^, CD45RO^+^, T-cell intracellular antigen \[TIA\]-1^−^). In most conventional cases of MF, cells do not express cytotoxic markers, such as TIA-1, granzyme B, and perforin. However, sometimes, these cells can exhibit a T-cytotoxic phenotype (TCRß^+^, TCRγ^−^, CD3^+^, CD4^−^, CD5^+^, CD8^+^, TIA-1^+^ or TCRß^−^, TCRγ^+^, CD3^+^, CD4^−^, CD5^+^, CD8^+^/^−^, TIA-1^+^). In advanced stages of MF, CD4^+^/CD8^+^ or CD4^-^/CD8^-^ phenotypes can be observed \[[@B3-cancers-12-02129]\].

SS is typically characterized by erythroderma, lymphadenopathy, and severe pruritus. Neoplastic T lymphocytes (Sézary cells) present in skin, lymph nodes, and peripheral blood express the CD3^+^CD4^+^CD8^−^ phenotype. Expression of CD3, CD4, CD45RO, and CCR4 indicates a mature memory T-cell phenotype, and expression of CCR7, L-selectin, and CD27, a central memory T-cells phenotype of malignant cells. Sézary cells also express T-regulatory profile (CD25 and FOX-P3) phenotypes, which result in suppression of the immune response \[[@B4-cancers-12-02129]\].

Both MF and SS lymphocytes can express a T-helper type 2 phenotype, characterized by inreased IL-4, IL-5, IL-10 and IL-13 production \[[@B14-cancers-12-02129]\]. In early MF Th1 phenotype could be detected, but it switches to Th2 as this phenotype creates more beneficial microenvironmet for tumor growth. The role of Th17 and Th22 cells in the pathogenesis of CTCL was also investigated and it was shown that IL-22 is higly expressed in lesional skin of CTCL, in contrast to low expression of Il-17.

3. High-Throughput RNA Sequencing Techniques {#sec3-cancers-12-02129}
============================================

High-throughput technologies, such as RNA sequencing (RNA-seq), have become irreplaceable tools for transcriptional analysis of differential gene expression. By sequencing a huge number of cells from one sample, it is now possible to investigate aspects of RNA biology, such as its structure, interactions, and pathways of translation or transcription \[[@B15-cancers-12-02129]\]. Because of unbiased analysis of the entire transcriptome, RNA sequencing enables us to identify previously undescribed transcripts, such as lncRNAs, gene isoforms, or pathways of gene expression regulated by enhancer RNAs. Another advantage of the RNA-seq method is the ability to identify non-human transcripts, for example, those of viral origin, that can confirm or exclude a potential infectious aetiology of human diseases \[[@B16-cancers-12-02129],[@B17-cancers-12-02129]\].

Single-cell RNA sequencing, a recent development of RNA-seq, is a revolutionary tool with several distinct advantages over bulk RNA-seq, such as investigation of expression patterns of individual cells. By using scRNA-seq, it is now possible to track cell lineages during differentiation or examine rare cell populations, which could not be detected using bulk RNA-seq \[[@B18-cancers-12-02129],[@B19-cancers-12-02129]\]. Many scRNA-seq protocols and approaches have been introduced during method development. However, all of them follow the same basic steps. Common principles required for the generation of scRNA-seq libraries include the isolation of cells from each other, cell lysis, reverse-transcription into the first-strand cDNA, and cDNA amplification \[[@B20-cancers-12-02129]\]. Although experimental methods are increasingly developing, there are still some important drawbacks of scRNA-seq that should be considered. Because of the low amount of material, there is a low mRNA capture efficiency and a high dropout rate. Therefore, an efficient cell lysis strategy is needed. Additionally, compared to bulk RNA-seq, scRNA-seq produces more variable and nosier data, which pose challenges for the computational analysis of the results. Although some tools have been designed and commercial companies (e.g., 10× Genomics and Illumina) have provided software to handle raw data files, this area requires further improvement ([Table 1](#cancers-12-02129-t001){ref-type="table"}), ([Figure 1](#cancers-12-02129-f001){ref-type="fig"}) \[[@B19-cancers-12-02129],[@B21-cancers-12-02129]\].

4. RNA Seq Analysis of CTCL Patients {#sec4-cancers-12-02129}
====================================

Litvinov et al. were the first to use TruSeq targeted RNA gene expression analysis to study formalin-fixed and paraffin-embedded (FFPE) samples from a cohort of CTCL patients and benign inflammatory dermatoses \[[@B22-cancers-12-02129]\]. The comparison of gene expression using clustering analysis revealed a significant cross-classification between CTCL and benign samples, and highlighted a significant degree of heterogeneity with respect to gene expression changes within different CTCL samples and even within the same patient, where samples taken at different times did not cluster together. The analysis of over 280 highly studied biomarkers and candidate genes for CTCL pathogenesis confirmed several important gene expression changes that, in combination with other techniques, have diagnostic and prognostic potential. The authors especially underlined the upregulation of the TOX, FYB, LEF1, CCR4, ITK, EED, POU2AF, IL-26, STAT5, BLK, and GTSF1 genes and downregulation of the PSORS1C2 gene in CTCL patients compared to controls (benign inflammatory dermatoses). The overexpression of the thymocyte selection-associated high-mobility group box (TOX) gene was especially highlighted, as TOX was previously reported to be upregulated in MF and SS and correlated with increased risk of disease progression and poor prognosis \[[@B23-cancers-12-02129],[@B24-cancers-12-02129]\]. In this study, the statistical analysis of gene expression between early and advanced stages of CTCLs revealed upregulation of the TOX, FYB, and GTSF1 genes and downregulation of the LTB4 gene in advanced stages of the disease, consistent with previous studies that identified those genes as molecular markers of progression \[[@B25-cancers-12-02129]\]. Moreover, it was shown that the TOX, FYB, and CCR4 genes are upregulated in stage I patients that were at risk of cancer progression. The study also revealed overexpression of STAT5 in CTCL samples, which was previously shown as a driver of expression of oncogenic BIC/miR-155 in cancer and promoter of the proliferation of malignant T-cells \[[@B26-cancers-12-02129]\]. Moreover, upregulation of various inflammation mediating genes, such as CD70, STAT signalling genes, LTA, NFKB1, NFKB2, IL-15, and other inflammatory cytokines was observed in CTCL samples compared to controls. The analysis of several selected genes with respect to the clinical stage of the disease enabled the authors to identify upregulation of genes connected with poor prognosis or inflammation. The CD30, GNLY, CD70, and GTSF1 genes were expressed at later stages of the disease, while in early stages, BCL7A (a favourable prognosis gene) was expressed. The bioinformatics follow up of the Litvinov et al. study was conducted by another group of Lefrancois et al. TruSeq gene expression patterns in older (≤2008) vs. more recent (≥2009) FFPE samples were analyzed in order to examine if previous clustering and gene expression patterns can be confirmed when analyzed based on the year of biopsy \[[@B27-cancers-12-02129]\]. Both analyses showed nearly identical trends and findings. In addition, Lefrancois et al. validated known upregulated in CTCL targets such as STAT signaling genes, and inflammatory interleukins and identified novel differentially expressed genes that were not statistical significant in Litvinov et al. study, including upregulated: BCL11A, SELL, IRF1, MAD1, CASP1, BIRC5 and MAX and downregulated MDM4, SERPINB3 and TBS4 genes.

To investigate the mutational landscape of SS genomes and possible fusion transcripts, Prasad et al. analyzed SS samples using whole-exome sequencing and RNA-seq \[[@B28-cancers-12-02129]\]. Fusion transcripts that are expressed on the RNA level as a result of genomic rearrangements are often involved in malignant transformation as they might result in disruption of tumour suppressor genes or activation of oncogenes. In ten SS patients analyzed, 86 potential fusion transcripts were detected. Among them, TYK2-UPF1, COL25A1-NFKB2, FASN-SGMS1, SGMS1-ZEB1, SPATA21-RASA2, PITRM1-HK1, and BCR-NDUFAF6 were validated and discussed to have a potential role in pathogenesis due to the involvement of a fusion partner in signaling pathways, T-cell differentiation, transcriptional regulation, or proliferation.

Fusion transcripts were also identified in the SS patients studied by Iżykowska et al. \[[@B29-cancers-12-02129]\] and Wang et al. \[[@B30-cancers-12-02129]\]. Iżykowska et al., using whole genome sequencing and RNA-seq technology, analyzed 9 SS patients and SS derived cell line, SeAx. Many copy number variations and rearrangements were detected, fifteen rearrangements resulted in the expression of new fusion transcripts \[[@B29-cancers-12-02129]\], with only one (TFG-GPR128) reported before \[[@B31-cancers-12-02129]\]. Five of the detected transcripts resulted in ectopic expression of fragments of genes not present in normal T- cells (BAIAP2, CPN2, GPR128, CAPN12 and FIGLA) and nine of the transcripts were in frame (EHD1-CAPN12, TMEM66-BAIAP2, MBD4-PTPRC, PTPRC-CPN2, MYB-MBNL1, TFGGPR128, MAP4K3-FIGLA, DCP1A-CCL27, MBNL1-KIAA2018). Wang et al. investigated CD4+ T-cells from peripheral blood of 37 advanced stage SS patients \[[@B30-cancers-12-02129]\]. Among 41 in-frame fusions, 29 were validated, and one of them, CD28-CTLA4, was previously detected in CTCLs. CTLA4--CD28 gene fusion was detected in several types of lymphoma \[[@B32-cancers-12-02129]\] and thus could provide a target for potential immunotherapy. A case study was even conducted where a SS patient was treated with a CTLA4 inhibitor \[[@B33-cancers-12-02129]\]. Recently, it was proposed that, in cancer immunotherapy, the CD28 agonists could be used together with anti-PD1 antibodies to increase the effectiveness of therapies targeting PD1, which are also tested in terms of MF/SS \[[@B34-cancers-12-02129],[@B35-cancers-12-02129]\]. Moreover, using RNA-seq, Wang et al. \[[@B30-cancers-12-02129]\] was able to distinguish 345 upregulated transcripts. Several CD molecules and chemokines required for T-cell development and function, as well as interleukins and interleukin receptors, were upregulated (IL32, IL2RG, CD3G, CD27, CCR4, and CCR8). High expression of IL2RG, which encodes IL2 receptor common gamma chain, was detected in all examined patients. The most upregulated chemokine in all but one patient was IL32, a proinflammatory cytokine important in T-cell communication, tumorigenesis, and autoimmune diseases. Previous studies have suggested that IL32 might be involved in an autocrine signalling loop stimulating the growth of Sézary cells and that high expression of IL32 in MF patients is correlated with disease activity \[[@B36-cancers-12-02129]\].

5. Identification of *Long Non*-*Coding* RNAs in CTCL {#sec5-cancers-12-02129}
=====================================================

The development of high-throughput sequencing technologies has enabled the detection and classification of cancer-associated non-coding RNA. Long non-coding RNAs (lncRNAs) are classified as more than 200 nt long transcripts, which lack protein-coding potential. It has been shown that lncRNAs are involved in many cellular processes, such as chromosome structure modulation, transcription, splicing, and post-translational modifications \[[@B37-cancers-12-02129]\]. In recent years, lncRNAs dysregulation has been linked to the pathogenesis of some disorders, such as cardiovascular diseases, metabolic disorders, and cancer \[[@B38-cancers-12-02129],[@B39-cancers-12-02129],[@B40-cancers-12-02129]\]. Moreover, it has been suggested that lncRNAs can serve as potential diagnostic and prognostic markers \[[@B41-cancers-12-02129],[@B42-cancers-12-02129]\] or targets of drug treatment in some cancers \[[@B43-cancers-12-02129]\]. Therefore, the reliable identification of lncRNAs might be critical for understanding the molecular pathogenesis of CTCLs. Because the RNA-seq technique is more sensitive to detecting less-abundant transcripts and identifying novel splicing isoforms, it is a technique of choice to study gene expression signatures specific to tissues or cell types \[[@B44-cancers-12-02129]\].

To obtain a pure population and minimize the detection of less relevant differences in mRNA expression, Lee et al. compared Sézary cells (SCs) to patient-matched polyclonal CD4+ T-cells from three individuals \[[@B45-cancers-12-02129]\]. In this study, the role of lncRNAs in SS and MF was investigated for the first time. The authors identified 21 annotated SC-associated lncRNAs differentially expressed in SS cells, and the presence of them in the majority of 24 examined MF tumours was confirmed. Among them, there were 13 previously unreported Sézary cell-associated transcripts (SeCATs) with differential expression, 12 with highly conserved regions that are predicted to be noncoding and have potential functional importance. Furthermore, Lee et al. performed the analysis of protein-coding genes and found that 525 were commonly upregulated and 519 were downregulated. Within 1044 genes, they detected upregulation of: TNFSF11 (RANKL), PTHLH, EPHA4, ZNF331, DDX41, KCNN4, ITGB1, CNIH4, and CD52 and downregulation of APBA2, STAT4, NEDD4L, MXI1, TGFBR2, BCL2L11, SATB1, SP140, and RPS2, as reported in previous studies \[[@B46-cancers-12-02129],[@B47-cancers-12-02129],[@B48-cancers-12-02129]\]. Moreover, the study revealed an increased expression of several genes that encode transmembrane (TMEM) proteins in all three SS patients: ACVR2A, ADAM8, ANK1, APP, CD4, CD59, EMP3, EPHA4, GPR68, KCNN4, PDCD1, PSEN1, SIGIRR, and TNFRSF1B. The authors noted that presenilin-1 is a part of the y-secretase complex, important in the oncogenic pathway in T-cell acute lymphoblastic leukaemia \[[@B49-cancers-12-02129]\], that KCNN4 seems to be responsible for T-cell activation and proliferation \[[@B50-cancers-12-02129]\], and that PCDCD1 is considered to be important in T-cell function and contributes to the prevention of autoimmune diseases \[[@B51-cancers-12-02129]\]. Given their accessibility to therapeutic antibodies, TMEM proteins seem to be attractive targets for future studies.

6. Single-Cell RNA Seq in CTCL Studies {#sec6-cancers-12-02129}
======================================

6.1. The Population of Malignant Sézary Cells can be Divided into Distinct Subpopulations {#sec6dot1-cancers-12-02129}
-----------------------------------------------------------------------------------------

Surface antigens signatures are important for establishing cells in different conditions or unravelling molecular changes in cells, and therefore achieving a better understanding of the disease \[[@B52-cancers-12-02129]\]. Furthermore, the identification of populations of cells exhibiting different gene signatures is crucial for effective clinical treatment. Researchers in the following studies used scRNA-seq to analyze blood samples and skin biopsies of CTCLs patients to identify potential tumour-specific molecular signatures.

Buus et al. investigated peripheral blood mononuclear cells from seven patients diagnosed with SS \[[@B10-cancers-12-02129]\]. Using the T-distributed Stochastic Neighbor Embedding (t-SNE) visualization algorithm of single-cell expression of multiple markers at the same time, they were able to divide the population of malignant cells into subpopulations exhibiting distinct combinations of surface markers. The analysis of those populations showed that not all patients had similar heterogeneity of all examined markers and all markers showed differential expression within at least one patient. Only cutaneous lymphocyte-associated antigen (CLA) had bimodal expression in the malignant populations in all patients. Heterogeneous surface phenotypes were correlated to distinct mRNA transcript profiles within the malignant population studied in six SS patients. T-cell relevant genes were analyzed and, similarly to the expression of surface markers, mRNA transcripts also divided malignant cells into subpopulations. Among 110 T-cell related genes examined, only five (S100A4, S100A10, IL7R, CCR7, and CXCR4) were highly expressed by most of the malignant cells, and two of them (cancer-related genes S100A4 and S100A10) were ubiquitously expressed in all populations. A good correlation between the mRNA and protein expression at the single-cell level for the investigated genes (SELL, IL7R, CCR7, and CD4) encoding proteins was observed.

A study published by Borcherding et al. was based on single-cell RNA and T-cell receptor sequencing and comparison of pooled SS cells to normal CD4+ controls \[[@B12-cancers-12-02129]\]. In an analyzed SS patient, 12 clusters were distinguished based on mRNA expression, and each cluster was defined by expression of five to seven top genes. Clusters were most closely associated with normal versus malignant cells, as six of them were constituted of normal CD4+ T-cells and five of malignant SS cells. The gene expression analysis of known marker genes showed that the majority of cells of both normal and malignant origin correlated with CD4+ central memory T-cells. The malignant population was clonal and exhibited an increase in expression of CD70 and a decrease in CD26 expression, also identified in multiple inflammatory diseases \[[@B53-cancers-12-02129]\]. Moreover, malignant cells had increased CD5 expression and maintained a CD7 expression, which is usually lost in the case of CTCLs patients \[[@B54-cancers-12-02129]\]. Normal and malignant cells were further analyzed in terms of differential gene expression, and several marker genes were identified; most of these had been previously described, but two were newly identified: SAMSN1 and TSPAN2.

Gaydosik et al. investigated skin samples from five CTCL patients and four healthy controls \[[@B11-cancers-12-02129]\]. Cells were grouped according to expression profiles and, unlike in healthy samples where there was an overlap between cells, no overlap was detected between cells from both tumour and healthy samples or between tumour samples themselves. Based on the comparison of the transcriptomes of each lymphocyte subset from tumours and from four skin control samples, at least one cluster unique for each sample was identified. Those clusters were identified based on the expression of unique genes that were selected by differential expression analysis. Moreover, those unique clusters expressed TOX, a marker of malignant lymphocytes, and a significant although heterogeneous over-expression of genes associated with tumour cell proliferation, tumorigenesis, and resistance to apoptosis. In addition, gene expression analysis allowed the authors to identify highly proliferating lymphocytes and those clusters had 17-gene expression signature common to all tumours: ACTG1, ANP32B, ATP5C1, DUT, HMGN1, HN1, NPM1, NUSAP1, PCNA, PPA1, PPIA, PSMB2, RAN, RANBP1, SET, SMC4, and STMN1. Three of those genes, PCNA, ATP5C1, and NUSAP1, were confirmed to be co-expressed with TOX in tumour samples, but not in normal skin and atopic dermatitis, and as a result, they have a potential to be a diagnostic marker in CTCL.

6.2. Heterogeneity of Malignant Population {#sec6dot2-cancers-12-02129}
------------------------------------------

The main challenge in cancer diagnosis and effective treatment is tumour heterogeneity. Single-cell RNA sequencing has enabled the gathering of molecular profiles for thousands of individual cells, thus enabling the quantitative characterization of cell heterogeneity. Identifying the origins of cellular heterogeneity and understanding how individual cells process information and respond to signals has now become a central challenge of medicine.

SS malignant cells are heterogeneous in terms of surface protein expression and mRNA profile. Buus et al., using single-cell methods, showed that SS cells have a heterogeneous expression of different T-cell markers that divide the population of malignant cells into subpopulations difficult to classified based on conventional T-cell classification \[[@B10-cancers-12-02129]\]. Previously, it has been proposed that SS cells originate from central memory T-cells because of the expression of CD45RO, CD62L, and CD197. However, using flow cytometry, Buus et al. revealed that many malignant cells from SS patients expressed CD45RA, which is a marker of naïve T lymphocytes or stem-cell memory lymphocytes. Moreover, mRNA sequencing of 110 T-cell related genes revealed heterogeneous expression patterns between malignant T-cells. Surprisingly, even genes that have been considered to be classical biomarkers of CTCLs (ILR7, CCR7, and CXCR4) were heterogeneously expressed within some patients.

Borcherding et al. investigated the heterogeneity of the SS cells at the single-cell level and separated the malignant population into five clusters having distinct transcriptional states \[[@B12-cancers-12-02129]\]. Differences in transcription factors expression between malignant clusters were analyzed, and a clonal evolution was predicted to start from FOXP3 positive cells to both GATA3A+ and IKZF2+. Moreover, immune phenotypes were investigated, and cells were analyzed for markers of skin-homing T-cells, central memory cells, and Tregs. Low expression of FUT7 and consistent expression of skin-homing markers (CCR4, SELPLG, and ITGB1) and central memory markers (CD28, CCr7, and SELL) have been noticed. Low expression of CD25, a Treg marker, was noticed in all clusters, but in one cluster there was a distinct population having a Treg cell-like phenotype. Functional heterogeneity between malignant cells was also confirmed based on analysis of different T-cell related gene sets and pathways.

Gaydosik et al., based on analysis of transcriptional profiles of T lymphocytes, identified large inter- and intratumour heterogeneity in advanced CTCLs skin samples \[[@B11-cancers-12-02129]\]. A cluster analysis showed that each patient has a unique cluster characterized by expression of certain genes: RDH10, CXCL13, SCG2 (CTCL-2), FGR, IGFBP2/P6, NEFM (CTCL-5), ANO1, TNP1, CES4A, ZDHHC14 (CTCL-6), LGALS7, SERPINB3/B4, SPR2A (CTCL-8), NTRK2, and TMPRSS3 (CTCL-12). Furthermore, the expression signature of tumour-specific clusters showed activation of specific tumour-associated pathways involved in tumour cell survival, proliferation, and metastasis. Heterogeneity was also detected in the microenvironment of tumour cells, especially in the population of tumour-infiltrating CD8+ lymphocytes (TILs), which are responsible for killing cancer cells, but they are often incapable of mounting an efficient anti-tumour action. The molecular signature of those cells was based on analysis of effector molecules, checkpoint receptor inhibitors, and Treg markers, and the analysis revealed heterogeneity in both effector and exhaustion programs across patients.

7. Dysregulated Signalling Pathways Revealed in CTCL Patients by RNA Sequencing {#sec7-cancers-12-02129}
===============================================================================

High-throughput technologies have also become an important tool for identifying deregulations of specific signalling pathways that might be associated with disease progression and are crucial for understanding and diagnosis of haematological malignancies. So far, the alteration of several pathways has been shown to be involved in the pathogenesis of CTCL, including JAK/STAT signalling, the NFκB signalling pathway, T-cell signalling pathways, TCR associated enzymes, Th2 differentiation, epigenetic regulation, cell survival, and cell cycle checkpoint \[[@B30-cancers-12-02129],[@B55-cancers-12-02129],[@B56-cancers-12-02129],[@B57-cancers-12-02129],[@B58-cancers-12-02129]\]. Consistent with previous reports, the following studies demonstrated a variety of affected pathways in the case of CTCLs. Several pathways, connected with T-cell receptor signalling, IL-2 mediated signalling, and cell cycle progression, were detected in more than one study ([Figure 2](#cancers-12-02129-f002){ref-type="fig"}).

Lee et al.---using genes differentially expressed in three patients---demonstrated the deregulation of several signal transduction pathways in SS cells, including PI3K/Akt, TGFB, NF-kB, and T-cell receptor signalling \[[@B45-cancers-12-02129]\]. Wang et al. performed a gene enrichment analysis that revealed alterations in pathways connected with cell cycle control, regulation of the immune system, TCR signalling, chemokine signalling, and MYC transcriptional activation \[[@B30-cancers-12-02129]\].

Gaydosik et al. identified activation of many tumour-associated signalling pathways that are unique to each tumour: activation of eIF2, eIF4 mTOR signalling, NK-cell signalling, and virus entry via endocytic pathways \[[@B11-cancers-12-02129]\]. Moreover, the expression of genes involved in tumour cell survival, proliferation, and metastasis (some common to glioma and non-small cell lung cancer) was identified. In addition, the inactivation of granzyme M---promoting tumour cell transformation, migration and drug resistance and related to skin inflammation and skin barrier dysfunction---was detected, as well as pathways associated with epithelial-mesenchymal-transition. Furthermore, the study reported the activation of pathways common to all proliferating T lymphocytes in each tumour, such as cell cycle progression, resistance to apoptosis, and metabolic processes.

Borcherding et al. found significant differences between malignant clusters in T-cell-related gene sets \[[@B12-cancers-12-02129]\]. This study reported that one cluster, along with the previously noted increase in Tcm and skin-homing gene markers, was significantly enriched for gene signatures of type II interferon signalling, terminal differentiation, and cytolytic activity. Another alteration in gene set enrichment included high levels of hypoxia in another cluster. Contradictory to other clusters, in one cluster, the enrichment of anti-inflammatory and Treg markers was observed.

8. Role of Infectious Agents in Disease Onset and Progression {#sec8-cancers-12-02129}
=============================================================

Many studies have investigated potential infectious involvement in triggering or promoting CTCLs. Unfortunately, the results of many of these studies are inconsistent. While a number of studies failed to show any association with pathogenic organisms, studies concluding a definite infectious role in CTCL aetiology have also been reported \[[@B59-cancers-12-02129]\]. Several researchers examined an association with Chlamydophila pneumonia \[[@B60-cancers-12-02129],[@B61-cancers-12-02129]\] and Borrelia burgdorferi \[[@B62-cancers-12-02129],[@B63-cancers-12-02129]\]. However, most of the studies of possible bacterial pathogenesis have focused on investigating the role of Staphylococcus aureus \[[@B64-cancers-12-02129],[@B65-cancers-12-02129]\]. Recently, a potential link between CTCL activity and antibiotic treatment of Staphylococcus aureus has been suggested \[[@B66-cancers-12-02129]\]. Aggressive antibiotic treatment was associated with decreased proliferation of malignant T-cells and inhibition of the disease activity in lesional skin colonized by this pathogen, therefore providing a justification for treatment of Staphylococcus aureus in CTCL patients with severe disease. Attempts have also been made to evaluate the involvement of viral pathogens, such as human T-lymphotropic virus-1 (HTLV-1) \[[@B67-cancers-12-02129],[@B68-cancers-12-02129],[@B69-cancers-12-02129],[@B70-cancers-12-02129],[@B71-cancers-12-02129],[@B72-cancers-12-02129],[@B73-cancers-12-02129],[@B74-cancers-12-02129]\], HTLV-2 \[[@B69-cancers-12-02129],[@B75-cancers-12-02129]\], human immunodeficiency virus (HIV) \[[@B76-cancers-12-02129],[@B77-cancers-12-02129],[@B78-cancers-12-02129]\], Epstein--Barr virus (EBV) \[[@B79-cancers-12-02129],[@B80-cancers-12-02129],[@B81-cancers-12-02129],[@B82-cancers-12-02129]\], human herpesvirus (HHV) 6, 7, and 8 \[[@B83-cancers-12-02129],[@B84-cancers-12-02129],[@B85-cancers-12-02129],[@B86-cancers-12-02129]\], polyomaviruses \[[@B87-cancers-12-02129],[@B88-cancers-12-02129]\], and hepatitis C virus (HCV) \[[@B89-cancers-12-02129]\]. Study of the HTLV-1 virus became especially controversial, as some of the researchers were convinced that it is a crucial factor in the pathogenesis of CTCL \[[@B67-cancers-12-02129],[@B68-cancers-12-02129],[@B69-cancers-12-02129]\], while others indicated that MF and SS are not associated with HTLV-1 infection \[[@B70-cancers-12-02129],[@B71-cancers-12-02129],[@B72-cancers-12-02129],[@B73-cancers-12-02129],[@B74-cancers-12-02129]\]. The study by Netchiporouk et al. focused on highlighting the differences between classic MF/SS an HTLV-1 driven disease \[[@B90-cancers-12-02129]\]. It was shown that although both of the diseases on the molecular level show similar gene expression patterns, there are many differences between them. Classic MF/SS cells are mostly aneuploid, characterized by multiple chromosomal changes and large number of alterations, including mutation of TP53 and strong expression of GTSF1 negative prognostic marker. HTLV-1+ leukemia cells are mostly diploid, with only a minimal number of chromosomal aberrations and structural alterations. HTLV-1+ cells are also characterized by wild type TP53 and weak expression of GTSF1. Moreover, it was shown that while classic MF/SS cells are sensitive to HDAC inhibitor treatment, HTLV-1+ cells are relatively resistant to it. Therefore, authors indicate that HTLV-1 virus is likely not involved in the pathogenesis of CTCLs as it drives a different pathway of lymphomagensis. However, the hypothesis of a common exposure to some infectious agent supports several studies reporting CTCL occurrence in married couples \[[@B91-cancers-12-02129]\], families \[[@B92-cancers-12-02129]\], or even non-blood family members \[[@B93-cancers-12-02129]\].

While searching for the activation of cancer-associated pathways in CTCLs, Gaydosik et al. detected the upregulation of several genes involved with virus entry via endocytic pathways \[[@B11-cancers-12-02129]\]. However, Litvinov et al. were unable to detect HTLV-1 transcript in all but one patient from the endemic area \[[@B22-cancers-12-02129]\]. Lee et al. also failed to reveal the presence of viral transcripts of HTLV-1 or other human viruses in Sézary cells \[[@B45-cancers-12-02129]\]. However, it is possible that these transcripts escaped detection by bulk RNA-seq (but not in the more sensitive single-cell RNA seq method).

9. Clinical Significance of Novel Single-Cell RNA Sequencing Technologies {#sec9-cancers-12-02129}
=========================================================================

Single-cell techniques open new possibilities that can be used in the clinic, including dealing with drug resistance, designing individual and targeted treatments, and monitoring disease progression. Identification of patient-specific gene expression of malignant cells might be used in personalized therapy \[[@B11-cancers-12-02129]\]. The analysis of unique malignant cells for each patient cluster creates a possibility for accurate therapy focused on specific pathways. On the other hand, signatures common to all tumours, such as TOX gene expression or the expression of certain genes identifying actively-proliferating lymphocytes, could be used for the diagnosis and monitoring of treatment. Importantly, scRNA-seq allows for the study of cells in the cancer microenvironment, such as TILs \[[@B11-cancers-12-02129]\]. Understanding the heterogeneity of co-inhibitory receptor expression might be essential for efficient immunotherapy based on targeting the receptors and enhancing TILs antitumor response. The rapid and accurate diagnosis of the type and stage of the CTCLs is challenging. Borcherding et al. analyzed data from 152 CTCL patients at different stages of the disease using the same algorithm used for the differentiation of unique transcriptional states in malignant population during RNA-seq analysis \[[@B12-cancers-12-02129]\]. Based on this analysis, genes with high expression predictive of early disease (FOXP3 and PTPN6) and late-stage disease (TGFB1, CD7, and SUZ12) were identified, which could be valuable for future diagnostic purposes. Another huge challenge is the resistance of cancer cells to drugs, which is observed beyond the treatment of CTCLs. Only 30% of CTCL patients respond to treatment with HDACi due to HDACi resistance. A recent study showed that there is a molecular explanation for it and it is associated with highly acetylated elements that may drive the high expression of genes promoting disease progression \[[@B94-cancers-12-02129]\]. Using HDACi and single-cell technologies, Buus et al. identified a subpopulation of SS cells that were resistant to treatment \[[@B10-cancers-12-02129]\]. Those resistant cells were classified into the same subpopulations based on the surface markers. The consequences of cells escaping treatment are known to be serious, as they could lead to a relapse of even more aggressive diseases. This knowledge might permit the application of multiple treatments targeting different malignant populations.

10. Conclusions {#sec10-cancers-12-02129}
===============

High-throughput technologies provided an unprecedented view into the genomic heterogeneity of CTCLs, allowing a deeper understanding of the pathogenesis and molecular changes of CTCLs. While RNA-seq analysis showed a huge heterogeneity between patients, single-cell RNA-seq technology revealed high intratumor heterogeneity and divided malignant population within a single patient into distinct clusters. Moreover, RNA sequencing allowed the researchers to perform the transcriptome analysis not only in the fresh blood samples but also in FFPE samples, revealing many novel molecular changes, differentially expressed genes and fusion transcripts potentially involved in malignant transformation. The investigation of lncRNAs in CTCL patients uncovered previously unidentified Sézary-associated transcripts, while multiple protein coding and inflammation-mediated genes have been proposed as markers of CTCL progression or diagnosis. The overexpression of the TOX gene was highlighted, as it is considered to be correlated with an increased risk of disease progression and poor prognosis. In addition, multiple dysregulated signaling pathways were identified; however, only a few were common to more than one study. The obtained results also demonstrated a most unlikely involvement of HTLV-1 virus in CTCL pathogenesis.

As the treatment of CTCL patients remains challenging, it is hoped that personalized medicine will enable patient-specific pathways to be targeted during therapy. RNA sequencing technologies, especially those based on the single-cell analysis, can, therefore, help to advance our understanding of the disease and improve treatment.
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Comparison of RNA sequencing methods.

  Features                          Single-Cell RNA Sequencing                                           RNA Sequencing
  --------------------------------- -------------------------------------------------------------------- -------------------------------------------------------------------
  Transcriptome analysis            Unique transcriptome expression of each of many diverse cell types   Average transcriptome expression of many cells
  Heterogeneity of the population   Cell to cell variability                                             Cells from tissues considered to be homogeneous
  Populations of cells              Identifying rare populations                                         \-
  Conditions of cells               Cells from one condition are generally captured and sequenced        Compares differentially expressed genes under multiple conditions
  Statistical power                 Increased (capturing thousands of cells in one condition)            \-
  Cells uniqueness                  Revealing latent changes, new cell types, cells subpopulations       \-
  Generated data                    Noisier, more variable data                                          Less background noise, less variable
  Capture efficiency                Low                                                                  High
